The L-arginine/agmatine transporter AdiC is a prokaryotic member of the SLC7 family, which enables pathogenic enterobacteria to survive the extremely acidic gastric environment. Wild-type AdiC from Escherichia coli, as well as its previously reported point mutants N22A and S26A, were overexpressed homologously and purified to homogeneity. A size-exclusion chromatographybased thermostability assay was used to determine the melting temperatures (T m s) of the purified AdiC variants in the absence and presence of the selected ligands L-arginine (Arg), agmatine, L-arginine methyl ester, and L-arginine amide. The resulting T m s indicated stabilization of AdiC variants upon ligand binding, in which T m s and ligand binding affinities correlated positively. Considering results from this and previous studies, we revisited the role of AdiC residue S26 in Arg binding and proposed interactions of the α-carboxylate group of Arg exclusively with amide groups of the AdiC backbone. In the context of substrate binding in the human SLC7 family member L-type amino acid transporter-1 (LAT1; SLC7A5), an analogous role of S66 in LAT1 to S26 in AdiC is discussed based on homology modeling and amino acid sequence analysis. Finally, we propose a binding mechanism for L-amino acid substrates to LATs from the SLC7 family.
Introduction
Extreme acid resistance systems enable pathogenic enterobacteria such as Escherichia coli strain O157:H7 to survive the strongly acidic environment of the stomach and subsequently colonize and infect the human gut. One of these systems is the arginine-dependent resistance system of E. coli, which consists of the decarboxylase AdiA and the antiporter AdiC [1] . The former decarboxylates L-arginine to agmatine, while the latter exchanges intracellular agmatine for extracellular L-arginine. This process leads to the removal of one proton from the cytoplasm in each turnover, thus maintaining the intracellular pH in a physiological range favorable for cell survival. AdiC belongs to the amino acid/polyamine/organocation (APC) transporter superfamily [2] and is a prokaryotic homolog of the human SLC7 family of amino acid transporters [3] .
physiologically relevant wild-type form AdiC-wt [6]? As previously mentioned, an additional AdiC structure of a mutant (N101A) is available in the outward-open, L-arginine bound state [7] . The N101 residue is crucial for substrate binding ( Figure 1B) [6, 8] . Mutation N101A results in a defective AdiC protein that is unable to bind Arg [6, 7] and with a dramatically decreased turnover rate compared with wild-type [7] . It is unclear how these two described functional features of a defective AdiC protein comply with the determination of an Arg-bound AdiC-N101A crystal structure. Purified membrane protein samples in the absence and presence of selected ligands are exposed to different temperatures for a defined time period and then subjected to SEC using a thermocycler and an FPLC, respectively. Peak heights in elution profiles enable the quantification of the fraction of membrane protein that remains intact after heat treatment. Plotting of remaining fractions versus temperatures results in melting curves from which T m values are determined. Comparison of T m s allows determination of possible ligand-induced stabilization effects on purified membrane proteins, e.g., right shift of the blue melting curve (protein with ligand), indicating increased T m compared to the red curve (protein without ligand). The flow chart was adapted from Mancusso et al. (2011) [24] . Membrane protein structures without and with bound ligand are coloured in red and blue (ligand in magenta), respectively.
Results and Discussion
To explore the thermostabilities of AdiC variants in the absence and presence of selected ligands (200-fold molar excess), His-tagged AdiC-wt, AdiC-N22A, and AdiC-S26A proteins were overexpressed in E. coli, purified by nickel affinity chromatography, and depleted of their His-tag by human rhinovirus 3C protease treatment (see Materials and Methods for details). The high purity of the different purified AdiC proteins can be appreciated on the Coomassie Brilliant Blue stained SDS/polyacrylamide gel displayed in Figure 3 . As is apparent from the gel, all AdiC variants ran at about 37 kDa by SDS-PAGE. The high protein purity and quality of the AdiC variants represented an excellent starting point for thermostability determination by SEC. Thermostabilities of the purified AdiC mutants were assessed and compared with those of AdiC-wt ( Figure 4 , row labeled no ligand). From the three AdiC variants, AdiC-wt showed, with 61.2 • C, the highest T m compared to AdiC-N22A (T m = 51.8 • C) and AdiC-S26A (T m = 57.7 • C). In contrast, the thermostability of AdiC-N22A was remarkably compromised by a decrease of almost 10 • C compared to AdiC-wt. Clearly, introduction of the N22A and S26A single point mutations into AdiC reduced protein stability. Plausible explanations at the molecular level for the observed decreases in thermostabilities will most probably be possible once ligand-free crystal structures of these two AdiC mutants are available. Interestingly, addition of Arg significantly stabilized AdiC-N22A increasing the T m by 8.2 • C ( Figure 4 , row Arg), whereas the T m s of AdiC-wt and AdiC-S26A increased less dramatically in the presence of Arg, i.e., by 4.1 • C and 2.6 • C, compared to AdiC-N22A. Considering that AdiC-wt is, with a T m of 65.3 • C, the most stable AdiC variant in the presence of Arg, and considering one of the conceptual ideas from crystallography, namely that successful crystallization goes with high protein stability, innumerous crystallization trials failed in structure determination of AdiC-wt with bound Arg [6] . In contrast, co-crystallization of the less thermostable AdiC-N22A with Arg successfully yielded well-diffracting crystals and an Arg-bound AdiC-N22A structure in the outward-facing occluded state at 3 Å resolution [8] . Keeping in mind the results from thermostability, one might speculate that purified AdiC-N22A is present in the outward open conformation and that upon addition of Arg binding of this substrate induces a conformational change of the transporter into the outward-facing occluded state, which significantly stabilizes the complex (∆T m = 8.2 • C) and traps the ligand. Isothermal titration calorimetry (ITC) and scintillation proximity assay (SPA) data showed that the other AdiC main substrate, i.e., agmatine (Agm), binds with 2.6-and 3.2-fold higher affinities to AdiC-wt compared to Arg [6, 25] . In line with this finding, the T m of AdiC-wt with Agm was higher than with Arg (compare in Figure 4 , rows Arg and Agm), indicating stronger stabilizing protein-ligand interactions. Furthermore, highly-ordered 3D crystals of Agm-bound AdiC-wt could be successfully obtained, and the structure in the Agm-bound, outward-open state was solved at 2.6 Å resolution [6] , which supported the previously mentioned conceptual idea from crystallography. A similar increase of T m as for AdiC-wt (∆T m = 5.4 • C) was also observed for AdiC-S26A (∆T m = 5.2 • C) in the presence of Agm, which suggests same Agm binding mechanisms and protein-ligand interactions ( Figure 4 ). In stark contrast to AdiC-wt and AdiC-S26A, this trend was inverted for AdiC-N22A, i.e., Agm had a weaker thermostabilizing effect on the protein compared to Arg. This observation is in line with an 8.3-fold lower binding affinity for Agm compared to Arg in AdiC-N22A as previously determined by SPA [6] , and thus with weaker intermolecular interactions between Agm and AdiC-N22A. Both, i.e., the inversion of affinities for Arg and Agm, and of thermostabilities in the presence of these substrates when compared to AdiC-wt, raise the critical question: Does the structure and function of AdiC-N22A reflect the physiological substrate binding mechanism of the wild-type transporter? Thermostabilization of AdiC-wt, AdiC-N22A, and AdiC-S26A for the Arg analogs L-arginine methyl ester (Arg-OMe) and L-arginine amide (Arg-NH 2 ) was also explored by SEC ( Figure 4 , rows Arg-OMe and Arg-NH 2 ). Thermostabilization between AdiC variants in the presence and absence of ligand, i.e., ∆T m , was for Arg-OMe and AdiC-N22A the highest (∆T m = 4.8 • C), followed by AdiC-S26A (∆T m = 1.3 • C) and AdiC-wt (∆T m = 0.7 • C). Thus, introduction of a methyl group and absence of the negative charge in Arg-OMe compared to Arg induced a loss of thermostability (∆T m ) of about twofold in AdiC-N22A
and AdiC-S26A, and of about six-fold in AdiC-wt. For the latter, T m s with and without Arg-OMe were comparable, only displaying a neglectable ∆T m of 0.7 • C and therefore indicating very weak binding of Arg-OMe to AdiC-wt. Thus, and based on the newly generated thermostability data, we conclude that Arg-OMe only had a significant stabilizing effect on AdiC-N22A, in contrast to AdiC-S26A and AdiC-wt in which thermostabilization was low and neglectable, respectively. In line with our previous observation, ligand binding to AdiC-N22A differs considerably from AdiC-wt, indicating that this AdiC mutant does not represent an appropriate model to study and understand the ligand binding mechanism of the physiologically relevant wild-type AdiC form. L-arginine amide (Arg-NH 2 ) was previously used as an analogue of protonated Arg 2+ [5, 6, 21, 22] Based on the previously published, outward-facing, occluded L-arginine-bound AdiC-N22A structure, it was proposed that S26 plays a role in recognition and binding of the α-carboxylate group of the substrate Arg [8] . However, as previously mentioned, binding [6] and uptake studies [21, 22] indicated no relevant role of S26 in Arg binding and transport. This finding is further supported by the here presented thermostability study. The structure of AdiC is being used for homology modeling of human LATs from the SLC7 family because of its acceptable amino acid sequence identity and similarity ( Figure 5A ), and high conservation of the binding site [3, 9] . Interestingly, the majority of the human LATs from the SLC7 family also contain serine residues corresponding to S26 of AdiC and the flanking glycine residues ( Figure 5B ). The amide nitrogen of the glycine residue succeeding the serine residue in the helix-breaking GSG motif was shown to form a hydrogen bond with the α-carboxylate group of the Arg substrate in AdiC [8] . Notably, the mutation S26A in the AdiC region near the α-carboxylate group of Arg was reported not to influence Arg binding or transport [6, 21, 22] , suggesting that protein backbone interactions with the α-carboxylate group of Arg are solely responsible for binding and are similar to the binding of the α-amino group of this amino acid and agmatine by main-chain carbonyl oxygen atoms from the AdiC protein [6, 8] . This suggestion is further supported by the existence of the GAG instead of GSG sequence in the LATs SLC7A11 and SLC7A13 ( Figure 5B ). Based on the previously published, outward-facing, occluded L-arginine-bound AdiC-N22A structure, it was proposed that S26 plays a role in recognition and binding of the α-carboxylate group of the substrate Arg [8] . However, as previously mentioned, binding [6] and uptake studies [21, 22] indicated no relevant role of S26 in Arg binding and transport. This finding is further supported by the here presented thermostability study. The structure of AdiC is being used for homology modeling of human LATs from the SLC7 family because of its acceptable amino acid sequence identity and similarity ( Figure 5A ), and high conservation of the binding site [3, 9] . Interestingly, the majority of the human LATs from the SLC7 family also contain serine residues corresponding to S26 of AdiC and the flanking glycine residues ( Figure 5B ). The amide nitrogen of the glycine residue succeeding the serine residue in the helix-breaking GSG motif was shown to form a hydrogen bond with the α-carboxylate group of the Arg substrate in AdiC [8] . Notably, the mutation S26A in the AdiC region near the α-carboxylate group of Arg was reported not to influence Arg binding or transport [6, 21, 22] , suggesting that protein backbone interactions with the α-carboxylate group of Arg are solely responsible for binding and are similar to the binding of the α-amino group of this amino acid and agmatine by main-chain carbonyl oxygen atoms from the AdiC protein [6, 8] . This suggestion is further supported by the existence of the GAG instead of GSG sequence in the LATs SLC7A11 and SLC7A13 ( Figure 5B ). LATs were not considered in the sequence analysis, because their genes are not present or highly inactivated in primate genomes [26] .
Accurate modeling of the human SLC7 family members is required for understanding the substrate specificity determinants in this family, as well as for rational drug design against these emerging therapeutic targets [3, 13] . For example, the L-type amino acid transporter LAT1 (SLC7A5) is important for transporting drugs across the blood-brain-barrier, as well as for providing amino acid nutrients in cancer [27, 28] . Interestingly, homology models of human LAT1 based on the AdiC structure as template support the findings of these data regarding S66, which corresponds to S26 in Figure 5 . Amino acid sequence comparison between AdiC from E. coli and human L-amino acid transporters (LATs) from the SLC7 family. Identity and similarity values between different sequences are indicated in percentages and color scored. The Asc-2 (Slc7a12) and arpAT (Slc7a15) LATs were not considered in the sequence analysis, because their genes are not present or highly inactivated in primate genomes [26] .
Accurate modeling of the human SLC7 family members is required for understanding the substrate specificity determinants in this family, as well as for rational drug design against these emerging therapeutic targets [3, 13] . For example, the L-type amino acid transporter LAT1 (SLC7A5) is important for transporting drugs across the blood-brain-barrier, as well as for providing amino acid nutrients in cancer [27, 28] . Interestingly, homology models of human LAT1 based on the AdiC structure as template support the findings of these data regarding S66, which corresponds to S26 in AdiC: The occluded LAT1 model [9, 29] with its substrate L-Phe docked in the binding pocket shows that the α-carboxylate group of the amino acid ligand is coordinated through hydrogen bonds with backbone atoms of the binding site residues S66 and G67 ( Figure 6A) . While homology models cannot reliably assign side chains of amino acids, modeling the side chain of S66 to face the amino acid substrate does not improve the model's ability to enrich for ligands compared to other compounds [12, 14] , supporting the analogous role of S26 in AdiC and S66 in LAT1. Furthermore, and as previously mentioned, the GSG motif in AdiC and LAT1 is substituted with GAG in the cystine/glutamate transporter SLC7A11 (xCT) and the aspartate/glutamate transporter SLC7A13 (Figure 5B ), where these transporters handle amino acid substrates despite lacking the serine residue in this position. Finally, the finding that the α-carboxylate, as well as the α-amino groups of the amino acid substrates Phe and Arg of LAT1 and AdiC, are recognized and bound by the protein backbone, and the variable parts of the mentioned substrates mainly by protein amino acid side chains [6, 8, 9] , suggests an evolutionary hypothesis. During evolution of such amino acid transporters, it seems to have been beneficial to bind the constant and variable parts of substrates by protein backbone and mainly amino acid side chains, respectively. The former brings constancy, being relatively insensitive to mutations, while the latter can vary by mutagenesis through evolution to allow binding of different amino acid substrates ( Figure 6B ). cystine/glutamate transporter SLC7A11 (xCT) and the aspartate/glutamate transporter SLC7A13 ( Figure 5B ), where these transporters handle amino acid substrates despite lacking the serine residue in this position. Finally, the finding that the α-carboxylate, as well as the α-amino groups of the amino acid substrates Phe and Arg of LAT1 and AdiC, are recognized and bound by the protein backbone, and the variable parts of the mentioned substrates mainly by protein amino acid side chains [6, 8, 9] , suggests an evolutionary hypothesis. During evolution of such amino acid transporters, it seems to have been beneficial to bind the constant and variable parts of substrates by protein backbone and mainly amino acid side chains, respectively. The former brings constancy, being relatively insensitive to mutations, while the latter can vary by mutagenesis through evolution to allow binding of different amino acid substrates ( Figure 6B ). 
Materials and Methods

Cloning and Overexpression of AdiC
Cloning of the AdiC gene into the pZUDF21 vector was performed as described previously [6,30] and resulted in a recombinant AdiC protein with a human rhinovirus 3C protease cleavage site followed by a deca-His tag at the C terminus. For generation of AdiC mutants, the QuikChange Lightning Multi Site-Directed Mutagenesis Kit (Agilent) was used. Overexpression of AdiC variants [9] and the available AdiC structures with bound substrates [6, 8] , protein backbone interactions via carbonyl and amide groups with the α-amino and α-carboxyl group of the amino acid substrates are proposed. For interactions with the variable R-group of amino acid substrates, one backbone interaction and arbitrary amino acid side chains are displayed.
Materials and Methods
Cloning and Overexpression of AdiC
Cloning of the AdiC gene into the pZUDF21 vector was performed as described previously [6, 30] and resulted in a recombinant AdiC protein with a human rhinovirus 3C protease cleavage site followed by a deca-His tag at the C terminus. For generation of AdiC mutants, the QuikChange Lightning Multi Site-Directed Mutagenesis Kit (Agilent) was used. Overexpression of AdiC variants in E. coli was performed as described previously [6, 30] .
Membrane Preparation and Purification of AdiC
Membranes containing overexpressed recombinant AdiC protein were prepared from bacterial cells as described previously [6, 30] . For purification, one aliquot of membrane suspension corresponding to 1 L of cell culture was solubilized for 2 h at 4 • C on a rotational shaker in 20 mM Tris-HCl (pH 8.0), 300 mM NaCl, 10% (v/v) glycerol, 1.5% (w/v) n-dodecyl-β-D-maltopyranoside (DDM; Glycon Biochemicals GmbH, Luckenwalde, Germany) (V tot = 7 mL). After ultracentrifugation (100,000× g for 1 h at 4 • C), the supernatant was diluted twofold in the purification buffer (20 mM Tris-HCl (pH 8.0), 300 mM NaCl, 10% glycerol, 0.04% (w/v) DDM, 5 mM L-histidine) and incubated with 0.5 mL (bed volume) pre-equilibrated Ni-NTA Superflow resin (Qiagen, Valencia, CA, USA) for 2 h at 4 • C on a rotational shaker (metal affinity chromatography). The resin was then transferred into a column and washed three times with 5 mL of purification buffer, which was followed by an additional washing step with 3 mL of the same buffer without L-histidine by gravity flow. The His-tag on AdiC was removed by on-column cleavage on a rotational shaker for 18 h at 4 • C by addition of 200 µg of HRV3C protease (BioVision, Milpitas, CA, USA). Finally, the cleaved AdiC was eluted by centrifugation (3000× g for 15 s at 4 • C), and remaining HRV3C was removed by an additional incubation of the eluate with 100 µL (bed volume) pre-equilibrated Ni-NTA Superflow resin on a rotational shaker for 15 min at 4 • C followed by a subsequent filtration to remove the resin. For protein concentration determination, the bicinchoninic acid assay (BCA; Pierce, Thermo Scientific) was used.
Determination of AdiC Thermostability
Thermostability analysis of AdiC variants was performed as described previously [24] . To test the effect of ligands on the thermostability of AdiC variants, purified samples in aliquots of 35 µg (70 µL total volume and~11 µM AdiC concentration) were first incubated with the ligands (2 mM; corresponding to 200-fold molar excess) on ice for 10 min. Next, the samples were incubated at different temperatures for 10 min using a Labcycler gradient PCR machine (SensoQuest GmbH, Göttingen, Germany). After a short centrifugation to remove eventual aggregates (18,000× g for 30 s at room temperature), the supernatant was loaded on a Superdex 200 5/150 GL column (GE Healthcare) installed on an ÄKTA Purifier system (GE Healthcare). Prior to injection, the column was equilibrated with 1.5 column volumes of SEC-buffer (20 mM Tris-HCl (pH 8.0), 150 mM NaCl, 0.04% (w/v) DDM, and 2 mM of tested ligand). The SEC peak absorbance values at 280 nm of intact AdiC remaining after denaturation and of untreated sample (reference for normalization; sample kept on ice) were measured and used to calculate the remaining fraction. Remaining fractions against incubation temperatures were plotted ( Figure 2 ) and melting temperatures (T m s) were calculated by applying the Boltzmann sigmoidal equation in Prism5 (GraphPad Software, La Jolla, CA, USA).
Amino Acid Sequence Analysis
The amino acid sequence identity and similarity analyses were carried out with LALIGN (https://embnet.vital-it.ch/software/LALIGN_form.html) by applying local alignment method using default settings, i.e., BLOSUM50 scoring matrix, 3 as number of reported sub-alignments, 10.0 as e-value threshold, -12 as opening gap penalty, and -2 as extending gap penalty. For the multiple sequence alignment of the human SLC7 family members (SLC7A5-11 and SLC7A13) and their bacterial homologue AdiC, Clustal Omega [31] was used. The UniProtKB/Swiss-Prot entry codes of the used proteins are: P60061 (AdiC), Q01650 (SCL7A5), Q92536 (SLC7A6), Q9UM01 (SLC7A7), Q9UHI5 (SLC7A8), P82251 (SLC7A9), Q9NS82 (SLC7A10), Q9UPY5 (SLC7A11), and Q8TCU3 (SLC7A13).
Homology Models and Ligand Docking
We show a previously published homology model of LAT1 bound to phenylalanine, which was built based on the outward-facing occluded conformation of AdiC [9] (PDB ID code: 3L1L). Briefly, to construct homology models of LAT1, we generated a multiple sequence alignment containing the human SLC7 members and the AdiC structure using PROMALS3D [32] (default settings), which was subsequently refined based on structural considerations. Initial LAT1 models were built using MODELLER [33] and refined using SCWRL4 [34] . The final model was selected based on its ability to distinguish between known ligands and decoy compounds, capturing its relevance for describing protein-ligand interactions.
Conclusions
In this study, we determined the melting temperatures of AdiC-wt, AdiC-N22A, and AdiC-S26A in the absence and presence of the ligands Arg, Agm, Arg-OMe, and Arg-NH 2 . Stabilization of AdiC variants through binding of specific ligands (as determined by SEC; Figure 2 ) correlated with increased binding affinities to these molecules as previously determined by ITC [2, 21, 25] and SPA [6, 35, 36] . Our observations on the binding mechanism of the α-carboxylate group of Arg in AdiC were extrapolated to the SLC7 family and supported by the homology model of human LAT1. From a methodological point of view, the determination of melting temperatures by SEC analysis of membrane proteins in the absence and presence of ligands represents an attractive approach to determine qualitatively ligand binding and protein stabilization in a label-free way. Finally, our study indicates that particular care has to be taken when working with mutants, because obtained results and deduced working mechanisms, e.g., substrate binding, might not fully reflect the physiologically important wild-type protein.
